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This study CP901 h leu1-32 ura4-D18 klp5 Q582P -5FLAG-kanMX6 dis1::hphMX6 pmo25-GFP-kanMX6 This study Klp5-5FLAG: Figure S1 . Klp5 CP76 is a full length mutant protein in which the Q582P substitution is responsible for temperature-sensitivity in the dis1Δ background (A) Cells were shifted to 36˚C for 1 hour. Lysates were analysed by SDS-PAGE and Western blotting using anti-FLAG or anti-Cdc2 antibodies (loading control). (B) Serial dilution assay. YE5S plates were incubated at the indicated temperatures for 3 days.
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Coiled-Coil Formation (West et al., 1998) along with an SPB marker Sid4-mRFP (Chang and Gould, 2000) and the tubulin marker mCherry-Atb2 (red). Images were acquired at 2 minute intervals at 36˚C. Scale bar, 10 μm. Middle -spindle length before Cut11-GFP disappearance in WT, klp5Δ, klp6Δ, klp5 Q582P and klp5 E575P cells. ****, p<0.0001; ns, p=0.9856. Right -mean duration of Cut11-GFP signal on SPBs in WT, klp5Δ, klp6Δ, klp5 Q582P and klp5 E575P cells. Error bars represent mean and standard deviation, and the number of samples analysed is shown. ****, p<0.0001; ns, p=0.5930. (C) Maximum spindle protrusion lengths for pre-anaphase klp5Δ and klp6Δ cells at 36˚C. ns, p=0.7920. Data comes from experiment presented in Fig. 4 Figure S6 . Terminal phenotypes of dis1Δklp5 Q582P cells (A) Long spindles are pre-anaphase. Representative kymographic images of Cdc13-sfGFPcp (green) (Kamenz et al., 2015) in type 1 and type 2 dis1Δklp5 Q582P cells also expressing the SPB marker Sid4-mRFP and tubulin marker mCherry-Atb2 (red). Images were acquired at 2 minute intervals at 36˚C. Asterisk indicates disappearance of Cdc13-sfGFPcp signal. Frame outlined in red is 10 minutes later than the previous frame. 
